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WO 00/39560 



PCT/GB99/04438 

A METHOD OF TESTING A CELL SAMPLE 



Background to the Invention 

All types of blood cells occasionally agglutinate spontaneously, frequently heralding 
a serious haemolytic disease. It may indicate an underlying malignancy such as non- 
Hodgkin's lymphoma, Hodgkin's disease, acute lymphocytic leukaemia, carcinoma, 
thymoma and ovarian tumours. It occurs in blood group incompatibility as in 
haemolytic disease of the newborn, and mis-matched blood transfusions; also in 
paraoxysmal nocturnal haemoglobinuria and hypogammaglobulinemia; in some 
collagen diseases such as disseminated lupus erythematosis, rheumatoid arthritis, 
ulcerative colitis and hepatitis; in some infections such as viral and Mycoplasma 
pneumonia, cytomegalovirus, tuberculosis and infectious mononucleosis, and as a toxic 
reaction to some drugs such as L-dopa. As the presence of intra or extra vascular 
haemolysis in these diseases carries at least a 10% mortality, the identification of red 
cell agglutination is useful for the early diagnosis and for monitoring the response to 
treatment. 

Traditionally, agglutination is detected by visually observing clumped cells. Whilst 
automated cell counters have supplanted all manual routine haematology they cannot 
detect agglutination sufficiently accurately to avoid manual verification. Indeed, 
existing automated cell counters erroneously measure agglutinated clumps of cells as 
one large cell producing an inaccurate mean cell volume and cell count and compound 
indices derived from them. An abnormally high mean corpuscular volume (MCV) or 
an abnormally elevated mean corpuscular haemoglobin concentration (MCHC) 
displayed by commercial haematology autoanalysers alerts the technician to the 



WO 00/39560 PCT/GB99/04438 

2 

possibility of the presence of agglutination. However, these indices are inadequate 
indicators of agglutination because they are not specific, moreover agglutination must 
rise to high levels before the indices exceed the normal limits. An elevated MCHC 
is produced by red cell fragmentation, lymphocytosis, hyperglycemia and 
haemoglobinaemia and therefore requires manual inspection and further testing to 
establish the diagnosis. 

In conventional laboratories which perform blood typing and cross-matching, to 
determine the blood group of a sample one or two drops of existing commercially 
available blood group antibodies are added to neat whole blood, or more usually a 3 
to 5 % suspension of whole blood in normal saline. The suspension is incubated at 
room temperature for some minutes, typically 2 or 3 minutes. The suspension is then 
centrifuged for 30 to 45 seconds at 3000 rpm in a bench-top centrifuge. The 
suspension is then gently shaken for a few seconds. The tube is then examined 
visually for the presence of agglutinated cells and confirmed using low-powered 
microscopy. Cross-matching is performed in the same way using the recipient's 
plasma as the antibody in place of commercial antibody to confirm that there is no 
agglutination. 

Summary of the Invention 

According to the present invention, a method of detecting agglutination in a sample 
of cells comprises the steps of inducing cells to change at least one of their properties 
so as to separate agglutinated cells and detecting the resultant alteration in the cell 
population. 
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Preferably, the property change is that of the shape of the cells. More preferably, the 
cell sample is subject to an alteration in environment to cause the cells to sphere. In 
a preferred example, the alteration in the environment is a change in osmolality of a 
liquid medium in which the cells are suspended, preferably by the addition of water. 

Preferably, alterations in the cell population are detected by passing one or more 
aliquots of the cell sample through a sensor which is adapted to count the number of 
cells passing through the sensor. More preferably, the sample is fed continuously into 
a solution the osmolality of which is changed continuously to produce a continuous 
series of aliquots of cells which are passed through the sensor. 

Preferably, the method further comprises the step of pre-treating the sample of cells 
to induce, or at least attempt to induce, agglutination. In one preferred use of the 
invention, a cell sample of unknown antigenicity from one source is mixed with 
antibodies from a different source. The antibodies may be manufactured or come 
from whole blood, plasma or typically serum. In a further step, the putative antigen- 
antibody mixture may be tested at different temperatures to reveal heat sensitive 
agglutination. Accordingly, a new test is provided which can replace existing blood 
grouping and cross matching techniques. 

The present invention measures agglutination using a process which is also capable of 
testing how tightly agglutinated cells are bonded by measuring how much force is 
required to separate them. This property depends upon antibodies interacting with the 
complement system. Agglutination of red blood ceils is a function of the type and 
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number of antigen combining sites on the surface of the cells, which bind with 
complementary Gig antibody molecules. The strength of agglutination is a function 
of the proximity of the binding sites on the cell surface. By placing a whole blood 
sample into a typically 1:10,000 suspension, and causing cells which are 
approximately bi-concave discs to sphere, the effective surface area available for 
bonding diminishes. Sphering a cell increases the space between antigen binding sites 
and increases the mean distance across which bonding occurs. The surface area 
available for bonding between cells decreases as cells sphere hence they lose bonding 
strength and separate. By recording the inducing pressure and the number of cells (or 
quantities related to it) as they change with respect to the inducing pressure, 
agglutination can be detected, quantified and monitored. Cells which have 
agglutinated, when tested by this method, separate and thereby increase the cell count 
in a characteristic fashion. In a further step the sample is subject to mechanical 
agitation which tends to promote agglutination in normally shaped cells capable of 
agglutination but promotes separation of spherically shaped cells. 

Brief Description of the Drawings 

Examples of the present invention will now be described in detail with reference to the 
accompanying drawings, in which: 

Figure 1 is a screen dump of a set of results from an automatic blood cell analyzer of 
the type described in detail in International patent application WO97/24601, for a 
patient having normal non-agglutinated blood cells; 

Figure 2 is a similar screen dump of a set of results for a patient having agglutinated 
blood cells; and, 
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Figure 3 is another screen dump showing the results of mixing a sample of blood with 
antibodies in a test to determine blood type. 

Detailed Description 

The method of the present invention is exceptionally useful in conjunction with the 
methods and apparatus described in the applicants 9 earlier filed International patent 
applications, namely WO97/24601, W097/24598 and W097/24599, and enhances the 
general utility of the tests described therein. 

The preferred method consists of counting the cells as they pass through an aperture. 
The instrument may be configured with a mixing chamber into which saline, cells and 
diluent are injected, in which case the number of cells passing through the aperture 
at every osmolality does not vary. When only two streams are injected into the 
mixing chamber, diluent and a saline suspension into which the cells have been 
previously introduced, the number of cells passing through the aperture is fixed at a 
level that is directly proportional to the osmotic gradient. Since the red blood cells 
suspended in a liquid medium are exposed to a progressive reduction in ambient 
osmolality, and the method normally injects a progressively smaller stream of cells 
into the mixing chamber, a progressive reduction in cell count is observed. 

The results generated by the instrument described in International Patent Application 
WO 97/24601 for a normal patient are shown in Figure 1. In Figure 1, as well as in 
Figures 2 and 3, in area A the plot represents the red cell count. Deviation from the 
predetermined straight line of cell count against osmolality (as shown in area A of 
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Figure 2) can only occur if additional particles appear, or are stimulated by the 
ambient change in pressure. 

As will be described below, when cells agglutinate or are made to agglutinate, the cell 
5 count falls; then, as the cells sphere, the cell count increases with each aggregate 

tending to separate into its component parts in inverse proportion to the strength of the 
agglutination. 

Most cells sphere in the range of pressures in the interval between P,^ and P 0 , where 
p max is P oint at which the rate of fluid flow into the cell reaches a maximum and 
P 0 is the equilibrium point (see area B). If agglutinated clumps are present they will 
separate in the same interval causing a local increase in count. Furthermore, the point 
at which P 0 occurs gives an indication of whether or not agglutination is occurring, 
since the point at which P 0 occurs increases if cells are agglutinating. 

Our corresponding International application (Agent's reference G 14201 WO) discloses 
a method of measuring cell fragments. Fragments and disrupted agglutinated cells 
(DACs) can be segregated by size. Fragments are quite small between 10 and 30 fl 
in volume whereas DACs are at least three times the size, generally between 60-110 
fl. In addition, the isotonic MCV is normal or reduced in the presence of fragments 
while the MCV is elevated with agglutination. As the normal range of MCV is so 
large it can hide much agglutination. 

Sample ageing and the application of mechanical, ultrasound or other stress increases 
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the count of intact cells if the sample was agglutinating and decreases the number of 
intact ceils if the sample is fragmenting. Dropping the ambient osmolality below P 0 
has no further disrupting effect on agglutinated clumps but the frequency of cell 
fragments have been found to vary inversely with osmolality. 

Figure 2 shows the results for a patient having agglutinated blood cells. The sudden 
increase in cell count at sphering is shown clearly in area A, and the increased 
sphericity index (SI) appears as a fat cell in area B. SI can also be seen from the 
Table (area C). A sphere has a SI of 10 whereas a flatter cell has a higher SI. In 
Figure 2 (abnormal patient) the value of SI is 10.24 whereas in Figure 1 (healthy 
patient) the corresponding value is 14.37. 

Area D in Figure 2, in comparison with Figure 1, shows the increase in variance of 
the red cell frequency distribution due to agglutinated clumps of cells. An analysis 
of the frequency distribution provides an indication of whether or not the cells are 
agglutinating. Firstly, the width of the distribution, as measured by the standard 
deviation (SD), or coefficient of variation (cv), increases with agglutination. 
Secondly, any deviation from a normal distribution can be measured. A bias away 
from the centre leading to a flatter shaped curve, termed negative kurtosis, provides 
an indication of agglutination. Comparing area D in Figures 1 and 2 shows that in the 
abnormal patient the standard deviations are about twice the normal and kurtosis is 
negative. 



Area E shows frequency distributions indicating the profile of cell size measurement 
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against increasing osmolality. As the stress is increased the cells begin to swell 
resulting in the gradual increase in mean cell size. At P 0 the cell size can increase no 
more, and upon a further increase in stress, the cells evacuate their contents to become 
"ghost cells". 

As an example, the method may be embodied into an instrument for the automated 
recognition of blood groups and cell types by the induction and detection of 
agglutination by introducing antibodies (for example, using any one or more of the 
commercially available antibodies currently used for blood typing purposes, or using 
the recipient's plasma as the antibody source for the purpose of cross-matching) into 
the water syringe which subsequently meets the saline blood suspension in the mixing 
chamber. Agglutination caused by the interaction of the antibodies and the antigens 
on the surface of the cells, or the lack of it, is detected at the sensor aperture by 
counting. This test eliminates the need for manual blood grouping and cross- 
matching. 

The results generated by such an instrument described in International patent 
application WO97/24601 are shown in Figure 3. In this example, the fluids were 
warmed within the apparatus to a temperature of around 37°C ie body temperature, 
to stimulate normal body environment. Agglutination is recognisable by the presence 
of an increase in the red cell count, usually between Pj^ and P^n, by the frequency 
distribution (in this example the isotonic, spherical, ghost, and "user" selected 
frequency distributions are taken at respective sampling instants shown by the "H"s 
in area E) showing negative kurtosis, by an increase in the distribution width of the 
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cell population measured by an increase in the standard deviation or coefficient of 
variation, by an increase in the sphericity index, and by an increase in the osmolality 
which induces zero permeability (P 0 ). Any change, even minor change (detectable 
when compared with a control run without antibodies) must be attributable solely to 
the antibody. In this particular example, a second population of cells is visible on 
both areas B and E in Figure 3, which also indicates agglutination. 

The present invention is particularly useful in the early detection of agglutination, 
hence the early detection and subsequent treatment of haemolytic diseases, and 
enhanced possibility of recognizing the underlying pathology. It is also possible to 
quantify the strength of cell agglutination from the extent to which separation is 
achieved and the ease with which it is achieved. As the unagglutinated cell 
concentration is known any reduction in the isotonic count represents agglutination. 
As the cell suspension is exposed to the sphering gradient, the original count will be 
restored at higher osmolalities and in proportion to the strength of the agglutination. 
Finally, the method provides for the automatic identification of blood groups and cell 
types by inducing cells to agglutinate and subsequently testing them using the method. 
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CLAIMS 

1. A method of detecting agglutination in a sample of cells, comprising the steps 
of inducing the cells to change at least one of their properties so as to separate 
agglutinated cells and detecting the resultant alteration in the cell population. 

2. A method according to claim 1, comprising the step of measuring the force 
required to separate agglutinated cells. 

3. A method according to claim 1 or 2, in which the property changed is that of 
the shape of the cells. 

4. A method according to any preceding claim, in which the cell sample is subject 
to an alteration to cause the cells to sphere. 

5. A method according to claim 4, in which the alteration is a change in 
osmolality of a liquid medium in which the cells are suspended. 

6. A method according to any preceding claim, in which alterations in the cell 
population are detected by passing one or more aliquots of the cell sample through a 
sensor which is adapted to count the number of cells passing through the sensor. 

7. A method according to claim 6, in which the sample is fed continuously into 
a solution the osmolality of which is changed continuously to produce a continuous 
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series of aliquots of cells which are passed through the sensor. 



8. A method according to any preceding claim, further comprising the step of 
pretreating the sample of cells to induce, or at least attempt to induce, agglutination. 

9. A method according to any preceding claim, in which the cell sample is 
obtained from a source of whole blood. 

10. A method according to claim 9, in which the sample of cells are treated with 
antibodies from a different source. 

11. A method according to claim 10, in which the cells are treated in order to 
determine the blood type. 

12. A method according to claim 10, in which the cells are treated in order to 
cross-match the sample. 

13. A method according to any of claims 10 to 12, in which the antibodies from 
the different source are manufactured, or come from whole blood, plasma or serum. 

14. A method according to any of claims 8 to 13, in which the sample of cells is 
pre-treated by exposure to heat. 

15. A method according to any of claims 8 to 14, in which the sample is warmed 
to a temperature of between 35°C to 40°C, preferably 37°C. 
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16. A method according to any of claims 8 to 13, in which the sample of cells 
pre-treated by cooling the sample. 
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AU,CN,JP,KP,KR,US 

In accordance with Rule 47.1 (c), third sentence, those Offices will accept the present Notice as conclusive evidence that 
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AE,AL^M^PAT^3A,BB,BG3R,BY,C^ 
GH,GM,HR,HUJDJUN,IS,KE,KG,KZ^^ 
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right to file a demand for international preliminary examination. 

REMINDER REGARDING ENTRY INTO THE NATIONAL PHASE (Article 22 or 39(1)) 

If the applicant wishes to proceed with the international application in the national phase, he must, within 20 months 
or 30 months, or later in some Offices, perform the acts referred to therein before each designated or elected Office. 

For further important information on the time limits and acts to be performed for entering the national phase, see the 
Annex to Form PCT/IB/301 (Notification of Receipt of Record Copy) and Volume II of the PCT Applicant's Guide. 
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Preliminary Examination Report (Form PCT/I PEA/4 16) 



International application No. 
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International filing date (day/month/year) 
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International Patent Classification (IPC) or national classification and IPC 
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Applicant 

SHINE, IAN BASIL et al. 



1 . This international preliminary examination report has been prepared by this International Preliminary Examining Authority 
and is transmitted to the applicant according to Article 36. 

2. This REPORT consists of a total of 5 sheets, including this cover sheet. 

□ This report is also accompanied by ANNEXES, i.e. sheets of the description, claims and/or drawings which have 
been amended and are the basis for this report and/or sheets containing rectifications made before this Authority 
(see Rule 70.16 and Section 607 of the Administrative Instructions under the PCT). 

These annexes consist of a total of sheets. 



3. This report contains indications relating to the following items: 



Basis of the report 



II 
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III 
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IV 


□ 
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VI 
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VII 


El 


VIII 
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Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations suporting such statement 



Date of submission of the demand 
28/07/2000 



Date of completion of this report 



15.11.2000 



Name and mailing address of the international 
preliminary examining authority: 
European Patent Office 

D-80298 Munich 
Tel. +49 89 2399 - 0 Tx: 523656 epmu d 

Fax: 449 89 2399 - 4465 



Authorized officer 

Tilkom, A-C 

Telephone No. 449 89 2399 8688 
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EXAMINATION REPORT International application No. PCT/GB99/04438 



I. Basis of th report 

1 This report has been drawn on the basis of (substitute sheets which have been furnished to the receiving Office in 
response to an invitation under Article 14 are referred to in this report as "originally filed" and are not annexed to 
the report since they do not contain amendments (Rules 70. 16 and 70.17).): 
Description, pages: 

1 -9 as originally filed 

Claims, No.: 

1-16 as originally filed 

Drawings, sheets: 

1 /3-3/3 as originally filed 



2. With regard to the language, all the elements marked above were available or furnished to this Authority in th 
language in which the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language: , which is: 

□ the language of a translation furnished for the purposes of the international search (under Rule 23.1 (b)). 

□ the language of publication of the international application (under Rule 48.3(b)). 

□ the language of a translation furnished for the purposes of international preliminary examination (under Rule 
55.2 and/or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the 
international preliminary examination was carried out on the basis of the sequence listing: 

□ contained in the international application in written form. 

□ filed together with the international application in computer readable form. 

□ furnished subsequently to this Authority in written form. 

□ furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in 
the international application as filed has been furnished. 

□ The statement that the information recorded in computer readable form is identical to the written sequence 
listing has been furnished. 

4. The amendments have resulted in th cancellation of: 

□ the description, pages: 

□ the claims, Nos.: 
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□ the drawings, sheets: 

5. □ This report has been established as if (some of) the amendments had not been made, since they have been 

considered to go beyond the disclosure as filed (Rule 70.2(c)): 

(Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this 
report.) 

6. Additional observations, if necessary: 

V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 

1. Statement 



Novelty (N) 


Yes: 


Claims 


1 


-16 




No: 


Claims 






Inventive step (IS) 


Yes: 


Claims 


1 


-16 




No: 


Claims 






Industrial applicability (IA) 


Yes: 


Claims 


1 


-16 




No: 


Claims 







2. Citations and explanations 
see separate sheet 

VII. Certain defects in the international application 

The following defects in the form or contents of the international application have been noted: 
s e separate sheet 
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Re Item V 

The following documents are referred to in this communication: 

D1: US-A-4 436 827 
D2: WO 97 24601 A 

D1 is cited by the Examiner (Guidelines VI 7.24). D2 is cited in the application (appl.: 
e.g. p 4 I 21 , p 5 I 7). A copy of each of D1 and D2 is appended to this report. 

1 Novelty (Art 33(2) PCT): 

Claim 1 is novel, because none of the available documents describes a method of 
detecting agglutination by separating the agglutinated cells and detecting the resultant 
alteration in the cell population. Dependent claims 2-16 are novel, accordingly. 

2 Inventive Step (Art 33(3) PCT): 

Claim 1 appears to satisfy Art 33(3) PCT for the following reasons: 

D1 which is considered to represent the closest prior art describes a method of 

detecting agglutination on the basis of separating agglutinated cell complexes from 

non-agglutinated suspension by particle size (D1: col 2 I 18-31), but D1 does not 

disclose a method which leads to the separation of the agglutinated cells. 

The problem to be solved can thus be regarded as the provision of an alternative 

method of detecting agglutination. 

Although D2 discloses a method comprising inducing the cells to change one of their 
properties, namely the shape and detecting the resultant alteration in the cell population 
(D2: p 3 I 20-35), there is no indicator found throughout either of D1 or D2 which points 
towards the detection of agglutination using the method steps disclosed in D2. More 
specifically, neither D1 nor D2 describe the separation of agglutinated cells by altering 
the shape of the cells. 

Thus, claim 1 seems to satisfy Art 33(3) PCT. The same applies to dependent claims 
2-16, accordingly. 
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Contrary to the requirements of Rule 5.1 (a)(ii) PCT, the relevant background art 
disclosed in the document D1 not mentioned in the description, nor is this document 
identified therein. 
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THE INTERNATIONAL PRELIMINARY 
EXAMINATION REPORT 
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Date 



of mailing 



(day/month/year) 



15.11.2000 



Applicants or agent's file reference 
PJF/G14202WO 



IMPORTANT NOTIFICATION 



International application No. 
PCT/GB99/04438 



International filing date (day/month/year) 
24/12/1999 



Priority date (day/month/year) 
29/12/1998 



Applicant 

SHINE, IAN BASIL et al. 



1 . The applicant is hereby notified that this International Preliminary Examining Authority transmits herewith the 
international preliminary examination report and its annexes, if any, established on the international application. 

2. A copy of the report and its annexes, if any, is being transmitted to the International Bureau for communication 
to all the elected Offices. 

3. Where required by any of the elected Offices, the International Bureau will prepare an English translation of the 
report (but not of any annexes) and will transmit such translation to those Offices. 

4. REMINDER 

The applicant must enter the national phase before each elected Office by performing certain acts (filing 
translations and paying national fees) within 30 months from the priority date (or later in some Offices) (Article 
39(1)) (see also the reminder sent by the International Bureau with Form PCT/IB/301). 

Where a translation of the international application must be furnished to an elected Office, that translation must 
contain a translation of any annexes to the international preliminary examination report. It is the applicant's 
responsibility to prepare and furnish such translation directly to each elected Office concerned. 

For further details on the applicable time limits and requirements of the elected Offices, see Volume II of the 
PCT Applicant's Guide. 
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